Fluorescent Microscopy
Gonads were dissected, fixed, and stained with DAPI as described (S4) . For antibody staining, dissected gonads were fixed with 3% formaldehyde for 10 minutes.
Antibody incubations and washes were performed as described (S5) . Antiphosphohistone H3 antibody (Upstate Biotechnology) was used at a 1:400 dilution to visualize mitotic germ cells. SYTO12 staining was performed as described (S6) . For DAPI staining, total germ cell estimates were made by counting 100 nuclei sections, and multiplying by the number of sections in the gonad arm. For quantification of SYTO12 and anti-phosphohistone H3 stained animals, at least three separate experiments were combined to generate averages. To visualize neurons, the neuronal reporter unc-119::GFP was used. Images were captured using a Zeiss Axioplan. Images were rotated as appropriate using Adobe Photoshop 7.0.
Progeny Assay
To determine the average brood size, animals were picked at the L4 stage and placed on individual plates and were kept at 25ºC [daf-2(mu150)] or 20°C [daf-2(e1370) ]. Every 8-12 hours, adults were transferred to new plates and developed progeny were counted approximately two days later. Averages were made for ~20 worms per genotype.
Supporting Figures:

Fig. S1
daf-2 acts during adulthood to affect apoptosis in wild type.
Wild-type animals were grown on bacteria expressing daf-2 dsRNA from hatching or from the first day of adulthood. For statistical analysis, see Table S1 . Table S6 . In each graph, experimental and control animals were grown in parallel. (A) The effect of the daf-2(e1370) mutation on the gld-1(-) mutant lifespan was partially daf-16-independent, since e1370 extended the lifespan of a gld-1 daf-16(null) mutant (P <.0001).
(B)
The effect of daf-2(mu150) on the lifespan of gld-1 mutants was entirely daf-16-dependent (25ºC). For statistical data, see Table S5 . Table S2 . gld-1 mutations were recently reported to produce low levels of germ-cell transdifferentiation into somatic cells. This effect was greatly enhanced by mex-3 mutations (S7). We asked whether daf-2 mutations also enhanced trans-differentiation, and found that they did not. 
Fig.S6
daf-16 is required for ced-3(n1286) to affect the lifespan of gld-1; daf-2 mutants.
The lifespan of gld-1(RNAi) daf-16(mu86); daf-2(e1370) mutants is not affected by ced-3(n1286) (P =.75). Additional statistics are shown in Table S2 .
Supporting Tables.
These tables report all repetitions of each experiment described in the text. Table S1 : Inhibiting the insulin/IGF-1 pathway, but not mitochondrial function or food intake, increase germ cell death in gld-1(-) and wild-type animals.
Genotype/treatment
No. SYTO12 positive cells ± s.e n P N2 2.0 ± 0.2 (1.9 ± 0.5) (1.9 ± 0.4) (2.1 ± 0.5) (2.2 ± 0.4)
<.0001
.107
.473
(0.5 ± 0.4) (1.3 ± 0.4)
0.96
<.0 001
0.53
.51
.18
. 06 glp-1(ar202) 0.5 ± 0.1 (0.3 ± 0.1) (0.5 ± 0.2) (0.6 ± 0.2)
0.2 N2 2.0 ± 0.2 (1.9 ± 0.5) (1.9 ± 0.4) (2.1 ± 0.5) (2.2 ± 0.4) daf-16(mu86); daf-2(e1370); ced-3(n1286) 12.9 ± 0.4 (11.8 ± 0.3) 42/74 (44/70) .75 (.64) *Additional repeats for each lifespan are listed in parentheses. *All P-values compare genotype of corresponding row to that of the row immediately above. Table S3 : Longevity mutations reduce the number of M-phase germ cells in a gld-1(-) but not a wild-type background.
No. H3 positive cells ± s.e n P gld-1(q485) 47.0 ± 2.6 (52.2 ± 9.7) (40.5 ± 3.3) (48.5 ± 3.4) (46.3 ± 2.8)
27
(6) (7) (10) (4) gld-1(q485); daf-2(e1370) 18.9 ± 1.8 (17.7 ± 2.6) (18.7 ± 3.6) (21.2 ± 4.0)
gld-1(q485) daf-16(RNAi) 60.8 ± 2.5 (57.3 ± 5.9) (64.4 ± 3.4) (62.6 ± 4.8)
(7) (13) (7) gld-1(q485) daf-16(RNAi); daf-2(e1370) 40.9 ± 1.9 (39.6 ± 3.1) (45.5 ± 4.9) (34.0 ± 3.2) (45.6 ± 3.9) 43 (15) (5) (11) (12) <.0001
gld-1(q485), 25°C
55.8 ± 3.0 (58.9 ± 4.9) (55.1 ± 5.0) (50.8 ± 5.8)
28
(14) (7) (7) gld-1(q485); daf-2(mu150), 25°C 24.7 ± 1.7 (24.4 ± 3.2) (22.2 ± 2.1) (27.5 ± 3.2) 30 (10) (10) (10) <.0001 gld-1(q485) daf-16(RNAi), 25°C 62.7 ± 2.7 (67.6 ± 4.5) (62.5 ± 6.2) (54.4 ± 3.7) (55.3 ± 6.0)
